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Enterohaemorrhagic Escherichia coli (EHEC ) are being 
increasingly recognized as causative organisms of diarrhoea as well as 
other types of intestinal infections. However, apart from strains of 

***EHEC*** belonging to serogroup 0157 diagnosis is usually difficult. In 
addition" cultures of Esch. coli often rapidly lose their ability to 
produce the characteristic Verocytotoxins (VT) on subculture making the 
identification of such ***ehEC*** Dy cultural methods also difficult. In 
this study in Newcastle upon Tyne (England) the authors examined stool 
specimens from patients aged over 10 years for the presence of VTs 
directly as well as performing the usual cultural methods to detect 
enteropathogens . A portion of the stool sample was emulsified in 
phosphate-buffered saline (PBS; 1 in 4) and then 5 ml of brain-heart 
infusion (BHI) broth inoculated with 1 ml of the PBS-stool suspension. 
After overnight incubation at 37 (deg)C this culture was added to 35 
ml BHI broth in a 250 ml conical flask, after 1 h at 37 (deg)C mitomycin C 
was added to give a concentration of 1 microg/ml and the culture was 
incubated for a further 6 h at 37 (deg)C. The ***supernatant* * * layer 
obtained from this culture on centrif ugation and filtration through 
0.22 microm millipore filter was tested for cytotoxicity against HeLa 
cells and in some cases against Vero cells. Of the 175 ** *culture*** 
-negative samples that were studied, of which 162 were from suspected 
cases of infective diarrhoea and 13 from contacts of patients with 
diarrhoea, 51 (29.1%) showed a cytotoxic effect, -of which 10 (5.7%) showed 
neutralization with antibody to VT1, 33 (18.9%) by antibody to VT2 and 8 
(4.6%) were neutralized by neither. None of the samples showed 
neutralization by Clostridium sordelli antitoxin. None of the 25 stool 
specimens from healthy control individual's demonstrated the presence of 
any cytotoxins . These results indicate that there must be many ***EHEC*** 
present in the community causing diarrhoea. 
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ABSTRACT: Infections due to Shiga toxin-producing Escherichia coli (STEC) 
are responsible for severe diarrheal diseases in humans, and these 
bacteria have recently emerged as a leading cause of renal failure and 
encephalitis in children and the aged. In this study, we examined the 
environment-dependent production of proteins secreted from a strain of 
STEC 026:H11 by trichloroacetic acid precipitation, SDS-PAGE, Western 
blotting and N-terminal amino acid sequence analysis. Growth of bacteria 
in essential minimum medium (M9) led to the detection of secreted 
proteins of 104, 80, 40, 37 and 25 kDa (P104, P80, P40, P37 and P25, 
respectively) . When grown in serum-free MEM, only P104, P40, P37 and P25 
were observed in ***supernatant * ** fluids. Growth of the bacteria in 
Luria-Bertani broth (LB) enhanced the expression of P104, but the 
productions of the other proteins were remarkably reduced. C02 increased 
the secretion of P80 and P37, but reduced the production of P104. 
N-terminal amino acid sequencing revealed that P104 was EspP of STEC, 
which was homologous to EspC of enteropathogenic Escherichia coli (EPEC) , 
and both proteins belong to a subclass of the IgA protease family. P80, 
■ which was identified as EspE of STEC, was homologous to Tir of EPEC. P40, 
P37 and P25 were found to be highly homologous to the similarly sized 
EspD, EspB and EspA proteins, previously detected in culture 
supernatants of EPEC. Those proteins are thought to be STEC virulence 
factors. Sera were obtained from two patients, one with colitis and 
another with hemolytic uremic syndrome (HUS), caused by STEC 0157 :H7, to 
study immune response to secreted proteins. Our results suggested that 



